I. Supplemental Figures and Tables
Supplemental Figure S1 : Comparison of phosphosite mutants D7P and D30P to the Med15 knock-out. covers more than 53% of the complete mediator core sequence (Fig.S2-A ).
SILAC experiment: data processing
Combination of SILAC with high performance LQ-MS/MS analysis enables the simultaneous quantification of heavy and light peptides and the phosphosites. This experimental strategy allows the observation of the mediator phophosite dynamics in response to osmotic stress. We defined the protein ratio (ratio H/L proteins) as ratio between intensities of heavy peptides originated from the hyperosmotic stress sample and light peptides from the control sample.
The protein ratio of a single protein was normalized against all peptide ratios identified. For calculation of phosphosite ratios (ratio H/L), we calculated the relative difference of heavyand light phosphopeptides originated from the same protein. The phosphosite ratios were normalized against the protein ratios from the same protein. We defined an increase or decrease in phosphorylation, respectively, as alteration of the normalized phosphosite ratio by a factor of 1.5, whereas the normalized protein ratio remained constant. We detected 21 mediator subunits, whereas normalized protein ratios of 20 Mediator subunits remained constant which were used as basis for quantitative analysis of phosphorylated sites (Fig. S2B ). 
Location of dynamically phosphorylated sites in secondary structure of Med5 and

Med15
Secondary structure prediction of Med5 and Med15 was performed by HHpred and I-Tasser (16) (17) (18) (19) ; (Fig. S3 ). 
Phenotyping of med15 deletion mutant
We tested the med15 deletion mutant (Δmed15) for different stress conditions. The experiment was performed as described in the Materials and Methods section. The (Δmed15) deletion mutant show a growth defect on high salt concentrations and on high-as well as on low temperatures. From this observation we concluded that Med15 is involved in temperature-and salt induced stress response (Fig. S4 ). Supplemental Table- and under osmotic stress conditions. The RNA from each sample were isolated and each were split into 3 fractions: Total RNA, labeled RNA (4sU incorporated into newly transcribed transcripts) and unlabeled RNA (pre-existing transcripts) as described previously (20) . Total and labeled mRNA extracts were hybridized on GeneChip Yeast Genome 2.0 microarrays (Affymetrix). A listing of arrays can be found in (Supplementary Table S4 ).
Data processing
Probe signals from the GeneChip Yeast Genome 2.0 microarrays (Affymetrix) were captured and processed with GeneChip Operating Software (Affymetrix) and the resulting CEL files were pre-processed using the GC Robust Multi-array Average (GCRMA) method, with exception of the quantile normalization (21). Since we aim to identify genes which behave differentially in comparison of two data sets, we processed the data as previously described in (4, 20) .
Subset of reliable genes for DTA
To identify a set of reliable genes for DTA analysis, we considered only genes which are annotated as verified or uncharacterized ORFs in SGD database (Saccharomyces Genome Database, (22) . We excluded all 137 ribosomal protein genes identified in (23) , because of their high expression level. Therefore, we defined a set of 5331 reliable genes.
Supplemental Table- 
